Senescent stromal cell-induced divergence and therapeutic resistance in T cell acute lymphoblastic leukemia/lymphoma

SUPPLEMENTARY METHODS
CEM-Fibroblast co-culture studies
For co-culture studies, fibroblasts were plated in a 12-well plate at a concentration of 1 x 10 5 cells per well in the presence or absence of 0.5 x 10 5 T-ALL-L cells. The cells were then treated with or without TGFß and IL-13 for 24 or 48 h after which they were washed twice with DPBS (Mediatech). One ml of Trizol reagent (Life technology) was added to each well and RNA was extracted according to the manufacturer's instructions.
T cell skewing and stimulation
Magnetic sorting was employed to isolate peripheral blood CD4 + T cells from the blood of healthy donors. Both normal CD4 + T and CEM cells were then stimulated in triplicate wells with anti-CD3 and anti-CD28 antibodies for 8 days in culture (i.e. Th0 conditions). To cytokine skew these CD4 + cells in vitro, cells were treated with one of the following: 10 µg/ml of IL-12 (i.e. Th1 conditions), 10 ng/ml of IL-4 + 10 µg/ml of anti-IL-12 + anti-IFN-(i.e. Th2 conditions), or 10 ng/ml IL-6 + 10 ng/ml IL1ß (i.e. Th17 conditions) in the presence of anti-CD3 and anti-CD28 antibodies for 8 days. At day 8, mRNA was extracted from all cultured cells, cDNA was generated, and transcript expression was performed using pre-designed primers and probes for ifn -gamma, il4, il13, tgf-ß, foxp3, il17a , and il17f. + and CEM cells were cytokine skewed as described in the methods section. At day 8 post skewing, mRNA was extracted from all cultured cells, cDNA was generated, and transcript expression was performed using pre-designed primers and probes for ifn -, il4, il13, tgf-ß, foxp3, il17a, and il17f . Shown are the mean fold changes in cytokine transcript expression relative to Th0 cells for various genes from CD4 + T cells puri ed from one normal donor and CEM cells. C-D. CEM cells were co-cultured with lung broblasts, at a broblast-to-CEM cell ratio of 2:1, for 24 hours in the presence of 10 ng/ml of IL13 or 20 ng/ml of TGFß. After 24 hours, cells were washed three times with DPBS and total RNA was extracted using Trizol reagent. cDNA was generated from total RNA by RT-PCR and Taqman assays were performed to determine aSMA and COL3A1 gene expression. To correct for CEM RNA contamination in the co-cultured samples, TGFß-and IL13-treated samples were normalized to their respective untreated controls. Shown above is the average gene expression for TGFß stimulated (C) and IL13 stimulated (D) cells from ve different lung broblast lines co-cultured with CEM cells.
